of 5 x i07 fresh bone marrow cells in a 2-mL vol was loaded onto a column packed in a 12-cc syringe and washed into the nylon wool with 1 mL 37#{176}C medium.
The nonadherent cells were eluted from the column by washing with 20 mL of the above medium.
The eluted cells were then passed through a second column as described above. Cells were incubated 45 minutes on each column. into the chambers, which were then placed in the tissue culture wells with preestablished stromal layers. The cultures contamed a total volume of 4. 1 mL, with 1 .5 mL contained within the DC and an additional 2.6 mL in the well below. Cultures were fed by first removing 0.75 mL from the chamber. This chamber was then removed from the well with sterile forceps, and one-half the volume was removed from the underlying well and replaced with fresh medium.
The DC was then placed back in the well, and 0. Transfer of cultures from myeloid to lymphoid conditions. In some experiments, cultures were transferred from myeloid to lymphoid growth conditions.
For those cells grown in DCs under myeloid conditions, cells were harvested, washed once, and placed in a new diffusion chamber in 1.5 mL RPMI 1640, 5% FCS, and 5 x I0 mol/L 2-ME. This was then transferred to the 9.5-cm2 well in which stroma grown under lymphoid conditions was present, containing 2.6 mL of the above medium at 37#{176}C. Alternatively, aliquots of cells from the DCs were seeded directly onto stroma in LBMC conditions. Those myeloid cultures in which nylon-wool-passed cells had been seeded directly onto stroma were transferred by pooling the nonadherent cells with the loosely adherent ones obtained by vigorously washing the wells by repeated pipetting. After one wash, these cells were then reseeded onto adherent stromal cell layers established under lymphoid conditions. 
An early B cell
For 
